Abstract The research objective has been to evaluate the effect, unexplored yet, of a mixture of three active ingredients of the herbicide Lumax 537.5 SE: terbuthylazine (T), mesotrione (M), and S-metolachlor (S) on counts of soil microorganisms, structure of microbial communities, activity of soil enzymes as well as the growth and development of maize. The research was based on a pot experiment established on sandy soil with pH KCl 7.0. The herbicide was applied to soil once, in the form of liquid emulsion dosed as follows: 0.67, 13.4, 26.9, 53.8, 108, 215, and 430 mg kg −1 of soil, converted per active substance (M + T + S). The control sample consisted of soil untreated with herbicide. The results showed that the mixture of the above active substances caused changes in values of the colony development (CD) indices of organotrophic bacteria, actinomycetes, and fungi and ecophysiological diversity (EP) indices of fungi. Changes in the ecophysiological diversity index of organotrophic bacteria and actinomycetes were small. The M + T + S mixture was a strong inhibitor of dehydrogenases, to a less degree catalase, urease, β-glucosidase, and arylsulfatase, while being a weak inhibitor of phosphatases. The actual impact was correlated with the dosage. The M + T + S mixture inhibited the growth and development of maize. The herbicide Lumax 537.5 SE should be applied strictly in line with the regime that defines its optimum dosage. Should its application adhere to the manufacturer's instructions, the herbicide would not cause any serious disturbance in soil homeostasis. However, its excessive quantities (from 13.442 to 430.144 mg kg −1 DM of soil) proved to be harmful to the soil environment.
Introduction
Intensive plant production can be destructive to the life and biodiversity of soils (Pose-Juan et al. 2015) . The most recent rules governing the market implementation and approval of plant protection chemicals, in line with good experimental practice, are set out in the provisions of the Directives of the Council of the European Parliament (UE (2009) (EPPO 2016) . On the one hand, their application is exceptionally beneficial for agriculture; on the other hand, it is essential to realize what threats they can pose (Włodarczyk 2014; Jones et al. 2011; Kaczmarek et al. 2012) . Exceeding manufacturerrecommended doses entails changes in the growth and development of microbial assemblages (Bello et al. 2013) , plants (Snarska and Konecki 2010; Tandon et al. 2012) , animals (Bro et al. 2016) , and people (Nikoloff et al. 2013) . Excessive use of plant protection chemicals to control pathogens and weeds can change significantly sensitivity, i.e., practical resistance. Many authors (Wyszkowska and Kucharski 2004; Kucharski and Wyszkowska 2008; Diez and Barrado 2010; Pérez-Bárcena et al. 2014; Siles et al. 2014; Lone et al. 2014; Peña et al. 2015; Kucharski et al. 2016 ) have demonstrated experimentally that only a small percentage of applied doses of pesticides is engaged in combating target organisms, whereas the remaining amounts permeate into the soil environment, water, air, and living organisms. The persistence of plant protection chemicals depends on the climatic conditions as well as the physical and chemical properties of soil, and in particular on the soil content of organic matter, which limits the transport of active ingredients of herbicides to water (Delgado-Moreno and Peña 2009) . A low content of organic matter in degraded soils and fluctuations in moisture, temperature, precipitation, or pH are the factors that can strengthen the impact of herbicidal active substances on the structure and life of soil microbial communities (Soltani et al. 2006; Bello et al. 2013) .
Plant protection preparations can produce various effects on microorganisms. As well as being toxic to some microorganisms (Martins et al. 2011; Nikoloff et al. 2013; Baćmaga et al. 2015) , they are an excellent source of carbon and energy for others, which is why microorganisms play an important role in bioremediation of soils contaminated with pesticides (Delgado-Moreno and Peña 2009; Idziak and Woźnica 2008) . The main source of soil enzymes are soil microorganisms and plant roots; hence, the effect of herbicides on these organisms will invariably influence the enzymatic activity of soil (Jastrzębska and Kucharski 2007; Kucharski and Wyszkowska 2008; Martins et al. 2011; Kucharski et al. 2016) . While the effects produced by many herbicides have been thoroughly elucidated (Crouzet et al. 2010) , we still lack information regarding the influence of the herbicide Lumax 537.5 SE on soil microorganisms and enzymes. This preparation contains three active substances: terbuthylazine, mesotrione, and S-metolachlor. Although there are studies revealing the effect of each of these substances alone on soil characteristics (Clark and Goolsby 2000; Blanchoud et al. 2007; Delgado-Moreno and Peña, 2009) , no reports are available on the influence of all the three ingredients applied simultaneously in a mixture.
The substances found composing the herbicide Lumax 537.5 SE undergo chemical and microbiological degradation in the environment, and the half-life of these substances varies from a few days to about 2 months (O'Connell et al. 1998 ). The average half-life of terbuthylazine ranges from 11 to 35 days (Navarro et al. 2009 ), that of mesotrione from 6 to 34 days (Crouzet et al. 2010) , and that of S-metolachlor from 24 days at a temperature of 35°C to 65 days at 10°C (Long et al. 2014) .
Information on the impact of herbicides on the soil's biological activity, herbicidal effectiveness, or crop yields is extremely helpful in developing crop management strategies, although changes that might be expected in field conditions should be first observed during specially designed laboratory or greenhouse experiments under controlled conditions.
Side effects of pesticides, including herbicides, are a problem that needs to be discussed, particularly in the time of their increasing use in the EU countries (Tejada 2009; Crouzet et al. 2010) . The available literature lacks reports on a combined application of terbuthylazine, mesotrione, and S-metolachlor on the soil microbiome. A study was therefore undertaken to assess the interaction of these three active substances contained in Lumax 537.5 SE on the biological life of soil. In order to achieve a reliable assessment of the impact of this herbicide on the biological activity of soil, changes in the soil stability were traced over a period of time and the direction of the impact (inhibition or stimulation) produced by the preparation was determined. In addition, the influence of the mixture of terbuthylazine, mesotrione, and S-metolachlor on the growth and development of maize was evaluated. These complex investigations generated the data implicating what doses could disturb the biochemical processes in soil. Knowledge of the influence of herbicides and their metabolites on these parameters can be used for biomonitoring of the soil environment.
The principal aim of our study was therefore to identify the response of soil microorganisms and enzymes, i.e., dehydrogenases, urease, alkaline phosphatase, acid phosphatase, β-glucosidase, and arylsulfatase, to a mixture of three active substances found in the herbicide Lumax 537.5 SE.
Research material and methods

Soil
The first step was to select soil for our studies, to which aim analyses were made of arable soils at the Research Station in Tomaszkowo, which belongs to the University of Warmia and Mazury in Olsztyn (NE Poland, 53.7167°N, 20.4167°E) . The Research Station in Tomaszkowo lies in the Olsztyn Lake District, which is part of the Masurian Lake District. The dominant soil types are the ones classified into Order 3: Brown earths type 3.1; eutrophic brown soils type 3.1. Eutric Cambisols. In respect of the grain size distribution according to the IUSS Working Group WRB: World Reference Base for Soil Resources (2014), the soil selected for our research belongs to subtype 3.1.1 Endocalcaric Cambisols. Soil samples were obtained from the arable humic horizon (0-20 cm depth). Regarding the particle size composition, this soil represented sandy loam. The basic characteristics of this soil are presented in Table 1 .
Herbicide Three active ingredients were tested: terbuthylazine (T), mesotrione (M), and S-metolachlor (S), which are contained in the preparation Lumax 537.5 SE, a herbicide made by Syngenta Crop Protection. Both top-dressing and foliar application of this preparation are possible. In line with the classification by the Herbicide Resistance Action Committee (HRAC) 2016 (CASAFE 2011 (CASAFE vs 2012 HRAC 2016) , Lumax 537.5 SE is a herbicide used for control of monocotyledonous (especially Panicoideae) and dicotylodenous weeds, prior to or immediately after emergence of maize, until the third phase of the crop. The manufacturer's recommended doses range from 3.5 to 4.0 dm 3 ha −1
, which equal 1.17 to 1.33 mm 3 kg −1
. As this was a greenhouse experiment, set up in 3.5-dm 3 pots, doses of the herbicide were expressed in quantities per 1 kg of soil. For this purpose, it was assumed that an area of 1 ha holds 3,000,000 kg of soil in a layer of 0 to 20 cm in depth and at the soil density is 1.5 g cm 3 . Lumax 537.5 SE was applied to soil in the form of aqueous suspension. The innovative feature of the herbicide is that it integrates the action of three active substances: terbuthylazine 6-chloro-N-(1,1-dimethylethyl)-N′-ethyl-1,3,5-triazine-2,4-diamine, mesotrione: 2-[4-(methylsulfony)-2-nitrobenzoyl]-cyclohexane 1,3-dion, and S-metolachlor: (S)-2-chloro-N-(2-ethyl-6-methylphenyl)-N-(2-methoxy-1-methylethyl) acetamide. In addition, the herbicide contains alpha-(tris(1-phenylethyl)phenyl)-omega-hydroxy poly(oxy-1,2-ethanediyl), dioctyl sodium sulfosuccinate, and propane 1,2-diol. One cubic decimetre of the herbicide contains 187.5 g of terbuthylazine, 37.5 g of mesotrione, and 312.5 g of Smetolachlor. These substances differ in their degradability ( Table 2 ). The predicted environmental concentrations (PEC) of the active substances in soil are presented in Table 2 .
Research protocol
Having selected the herbicide and the soil, and once the soil properties were determined (Table 1) , the subsequent research stage was carried out in a greenhouse, under controlled conditions. Before the trials began, sandy loam soil was passed through a sieve with the mesh size of 5 mm. Three-kilo batches of soil were thoroughly mixed with previously prepared water suspension of Lumax 537.5 SE, containing a mixture of terbuthylazine, mesotrione, and S-metolachlor, and with mineral fertilizers, after which they were transferred to plastic pots. The herbicide was applied to soil once, in the form of water emulsion, in the following doses (converted to the active substances in mg kg −1 of soil): 0.672 (manufacturer's recommended dose), 13.442, 26.884, 53.768, 107.536, 215.072, and 430.144 . The control was composed of soil without any application of the herbicide. Each series of the experiment with the same dose was replicated four times.
Higher doses of the mixture of terbuthylazine, mesotrione, and S-metolachlor were incorporated into soil to assess possible threats arising from an incidental and uncontrolled penetration of the above substances into the soil environment. 
Soil microorganisms
Twice during the experiment, i.e., on days 30 and 60, soil samples with a particular dose of the terbuthylazine, mesotrione, and S-metolachlor mixture underwent microbiological determinations, in five replications, such as counts of oligotrophic and endospore-forming oligotrophic bacteria, on 100-fold diluted organotrophic bacteria-on Bunta and Roviry, Azotobacter spp. bacteria-on Fenglerowa, actinomycetes-on Küster and Williams medium supplemented with nystatin and actidione, and fungi-on the glucose-peptide medium with rose bengal and aureomycin (Martin 1950; Fenglerowa 1965; Parkinson et al. 1971; Alexander 1973; Onta and Hattori Onta and Hattori 1983) . All microorganisms were grown at 28°C. The impact of terbuthylazine, mesotrione, and Smetolachlor on the structure of communities of organotrophic bacteria, actinomycetes, or fungi and on their ecophysiological diversity was explored. To this aim, on days 30 and 60 of the experiment, appropriate dilutions of the soil solution suspension were inoculated onto Petri dishes, in five parallel replicates, and then incubated at a temperature of 28°C. For ten consecutive days, grown colonies of microorganisms were counted daily and, based on the attained growth dynamics, conclusions were drawn with respect to the microbiological diversity of the soil. The observations were supported by the colony development index CD (Sarathchandra et al. 1997 ) and the ecophysiological diversity index EP (De Leij et al. 1993) described in manuscripts by Baćmaga et al. (2015) and Borowik and Wyszkowska (2016) .
The values of the CD and EP indices depended on both a dose of the herbicide and the maize's growing time. The highest values of the CD index were achieved by fungi. An increase in the CD index suggests that the proportion of rapidly growing microorganisms (r-strategists) is on the increase while that of slowly growing microorganisms (K-strategists) is decreasing. The CD index ranges from 10 to 100. The CD index reaches 100 when all colonies of microorganisms isolated from soil have grown after 24 h. The CD index value of 10 means that all colonies have grown on day 10. The CD value of 29 indicates the uniform growth of microbial colonies daily over 10 days.
The EP index ranges from 0 to 1 and informs about the rate at which a colony of microorganisms isolated from soil appears. If the value of this index is 1, it means that the same number of colonies appears on each day over 10 days (De Leij et al. 1993 ).
Soil enzymes
The activity of enzymes, analogously to the counts of microorganisms, was determined in soil samples obtained on days 30 and 60 of the experiment. The determinations were performed in three replicates for each combination. The activity of the following enzymes was tested: dehydrogenases (EC 1.1)-with the Lenhard method modified by Öhlinger (1996) , catalase (EC 1.11.1.6), urease (EC 3.5.1.5), arylsulfatase (EC 3.1.6.1), β-glucosidase (EC 3.2.1.21), acid phosphatase (EC 3.1.3.2), and alkaline phosphatase (EC 3.1.3.1)-according to Alef and Nannipieri (1998) .
The following substrates were used: 2,3,5-triphenyl tetrazolium chloride TTC for dehydrogenases, hydrogen peroxide for catalase, 4-nitrophenyl phosphate disodium PNPNa for phosphatases, urea for urease, p-nitrophenyl-β-Dglucopyranoside PNG for β-glucosidase, and potassium 4-nitrophenyl sulfate-PNS for arylsulfatase. All substrates were purchased from Sigma-Aldrich. The activity of the soil enzymes was expressed in the following units, in 1 kg DM of soil h
: dehydrogenase in micromolar of triphenyl formazan (TPF); catalase-molar O 2 ; urease-millimolar N-NH 4 ; and acid phosphatase, alkaline phosphatase, β-glucosidase, and arylsulfatase-millimolar of p-nitrophenol (PNP). Determinations of the activity of all enzymes except catalase were made on a Perkin-Elmer Lambda 25 spectrophotometer (MA, USA).
Evaluation of the growth and development of maize
Maize was harvested on day 60 of the experiment, in the early heading phase (BBCH 51). The aerial parts of the plants were HAC hydrolytic acidity, EBC exchangeable base cations, CEC sorption capacity, BS base saturation, C org organic carbon content, N tot total nitrogen content dried at 65°C; afterwards, they were weighed and results were processed statistically. The dry matter yield of maize was expressed in grams per pot.
Physicochemical properties of soil
Before the experiment was started, soil samples were submitted to the following determinations: textural composition with a Mastersizer laser particle size analyzer produced by Malvern (Worcestershire, UK), reaction (pH) by potentiometric in an aqueous solution of KCl at the concentration of 1 mol dm 3 (ISO 10390, 2005) , hydrolytic acidity (HAC) and exchangeable base cations (EBC) by the Kappen method (Klute 1996) , content of total nitrogen according to the method by Kjeldahl (ISO 11261: 1995) , and organic carbon (C org ) content by the Tiurin method (Nelson and Sommers 1996) . Based on the HAC and EBC values, the cation exchange capacity (CEC) and base saturation (BS) of the soil were computed. The following equations were applied: CEC = EBC + HAC; BS = (EBC/CEC) · 100.
Determination of the indices measuring the effect of a mixture of the herbicidal active substances
Based on the counts of microorganisms and activity of soil enzymes, the value of the impact index of a mixture of terbuthylazine, mesotrione, and S-metolachlor was derived from the following formula:
where I I/S is the index of the impact (inhibition or stimulation) of the herbicide, P b is counts of microorganisms or activity of enzymes in the soil polluted with the herbicide, and P k is counts of microorganisms or activity of enzymes in the soil not polluted with the herbicide. If I I/S = 1, it indicates 100 % stimulation of the mixture of terbuthylazine, mesotrione, and S-metolachlor on a given parameter of the soil microbiome; I I/S = −1 indicates 100 % corresponds to inhibition; I I/S = 0 indicates absence of the impact.
Statistical analyses
In line with the principles of rational deduction, the research results were statistically analyzed with the help of the software program STATISTICA 12.0 (Statsoft, Inc., Statistica 2015) .
For an easier interpretation of the effects of the mixture of terbuthylazine, mesotrione, and S-metolachlor on the soil microbiome, it was helpful to determine the percentage contribution of particular independent variables to the shaping of dependent variables. To this aim, we used an analysis of the measure of an effect η 2 made by analysis of variance (ANOVA). Homogenous groups were distinguished by Tukey's test, at P = 0.05. Values of Pearson's simple correlation coefficients were calculated between the dependent and independent variables. The results were submitted to principal component analysis (PCA) interpretation. PCA is an algorithm based on matrix calculations. It consists of determination of primary components which are a linear combination of analyzed variables. PCA is a method of the transformation of observable primary variables into new, mutually orthogonal variables, i.e., principal components. It is possible to establish as many principal components as there were primary variables. PCA allows the user to identify these initial variables which have large influence on the shape of individual principal components. PCA consists in observations of a set of data in a dimensional space, in which the highest variability is presented by the first two analyzed factors, which in our case were doses of the M + T + S mixture and day of analysis. If the vectors representing primary variables reach close to the edges of a circle with the radius equal to 1, then they are very well represented by the first two principal components that create a set of coordinates. If the angle between the vectors is small, it indicates high correlation between these variables. Analysis of variance was employed to assess distances between clusters. The distance between the clusters was measured with Ward's method, using Euclidean metrics. The varied effects of the mixture of the active substances contained in the herbicide on the soil microbiome were illustrated by the impact (inhibition or stimulation) of the herbicide.
Results
Soil microorganisms
In accord with the proposed hypothesis, counts of all microorganisms depended on both the mixture of terbuthylazine, mesotrione, and S-metolachlor and the duration of the experiment (Table 3 ). The statistical analysis of the contribution of all the factors to the detected variability η 2 showed that a dose of the preparation decided in the range of 17 % (oligotrophic bacteria) to 56 % (fungi) on the counts of microorganisms, while the date of the analysis affected microbial counts from 10 % (fungi) to 69 % (oligotrophic bacteria). In the unpolluted soil samples (Table 4) , counts of organotrophic bacteria, Azotobacter, actinomycetes, and fungi, in contrast to endospore-forming oligotrophic bacteria, were significantly higher in the BBH 51 maize development phase (day 60 of the plants' growth) than in the BBCH 31 phase (day 30). Counts of oligotrophic bacteria were comparable in both maize development phases.
The excessive doses of the mixture of terbuthylazine, mesotrione, and S-metolachlor applied to soil interfered with the soil's microbiological equilibrium, measured by the counts of oligotrophic bacteria, endospore-forming oligotrophic bacteria, Azotobacter spp., organotrophic bacteria, actinomycetes, and fungi. In our experiment, the mixture of the three active substances produced a significant negative impact on the soil microbiome (Table 5 ). This conclusion is supported by the following finding: the vast majority of the herbicidepolluted soil samples produced negative impact index (I I/S ) values regarding the effect of the herbicide on microorganisms. Endospore-forming oligotrophic bacteria were an exception. The response of microorganisms to the active ingredients of Lumax 537.5 SE was stronger on day 60 than on day 30 of the experiment. The lowest counts of all microorganisms were observed in soils added the dose of 430.144 mg T + M + S kg −1
. The severe stress induced by such a large dose of the herbicide decreased the count of oligotrophic bacteria by 24 %, fungi by 55 %, actinomycetes by 79 %, and Azotobacter spp. by 96 % on day 60. The differentiated response of microorganisms to the presence of Lumax 537.5 SE in soil, depending on the duration of the preparation's impact, is confirmed by the cluster analysis (CA) carried out according to Ward's method (Fig. 1) . Two groups of microorganisms similar in response to the soil pollution with terbuthylazine, mesotrione, and S-metolachlor can be distinguished from the achieved dendrogram. There are some sub-groups seen within the two major groups, which justifies the claim that organotrophic bacteria, Azotobacter spp. bacteria, and actinomycetes responded differently to the soil contamination on the second and on the first dates of analyses. It is worth emphasizing that the greatest similarity in the response to the pollution with the herbicide occurred between organotrophic bacteria on day 30 and oligotrophic bacteria on day 60.
The effect of the mixture of terbuthylazine, mesotrione, and S-metolachlor on the consortium of bacteria can be summarized by presenting the dispersion of counts of individual groups of microorganisms in a set of the two first principal components (Fig. 2) . The first principal component carries 57.98 % of the total variance of the variables describing the abundance of microorganisms. Along this axis, there are vectors characterized by the high negative fit representing primary variables of organotrophic bacteria, Azotobacter spp. bacteria, and fungi, which were highly significantly positively correlated. The vertical axis, along which there are vectors corresponding to oligotrophic bacteria and endosporeforming oligotrophic bacteria, explains 26.19 % of the total variance of the variables. The projection of cases on the plane of factors proves that the highest growth of bacteria Azotobacter, organotrophic bacteria, actinomycetes, and fungi was noted in non-polluted soil in the second date of analyses and in the soil supplemented with the dose of Lumax 537.5 SE recommended by the producer. T + M + S did not cause a decrease in the count of endospore-forming oligotrophic bacteria. Our analysis of the distribution of particular cases, representing the counts of microorganisms and the percent of the observed variability of η 2 , shows that the soil microbiome was determined by both a dose of the herbicide as well as the duration of the experiment.
The mixture of terbuthylazine, mesotrione, and Smetolachlor, by altering the living conditions for soil microbiota, led to the structural differentiation of microorganisms (Tables 6 and 7 ). The variation of organotrophic bacteria (days 30 and 60) and actinomycetes (day 60) was higher in nonpolluted than in polluted soils, whereas fungi (day 30) and actinomycetes (day 30) were higher in non-contaminated than in contaminated soils ( Table 7) .
The colony development ( The same letters in the columns indicate homogeneous groups T terbuthylazine, M mesotrione, S S-metolachlor The variation in counts and groups of soil microorganisms is illustrated by the ecophysiological diversity index (EP). The lowest EP values were determined for fungi, and higher ones for organotrophic bacteria and actinomycetes (Table 7) . The EP values for organotrophic bacteria and actinomycetes only slightly depended on the degree of soil contamination with the herbicide, although the higher doses of T + M + S significantly depressed the EP index value of fungi. The highest average EP index value was noted for organotrophic bacteria (0.895) on day 30 of the experiment, while the lowest one was computed for fungi (0.445) on the same day. Intermediate values of EP were found for actinomycetes (from 0.851 to 0.877).
Activity of soil enzymes
The percent of observed variability of the activity of soil enzymes in this experiment, like the counts of microorganisms, The same letters in the columns indicate homogeneous groups T terbuthylazine, M mesotrione, S S-metolachlor Environ Sci Pollut Res (2017 Res ( ) 24:1910 Res ( -1925 was most strongly dependent on a dose of the mixture of terbuthylazine, mesotrione, and S-metolachlor, e.g., acid phosphatase in 27 %, catalase in 43 %, arylsulfatase in 52 %, alkaline phosphatase in 57 %, dehydrogenases in 83 %, urease in 89 %, and β-glucosidase in 92 % (Table 8) .
In soil unpolluted with the T + B + S mixture, the activity of just one enzyme, namely alkaline phosphatase, was significantly higher on day 30 of the experiment than on day 60 ( Table 9 ). The activity of the other six enzymes was higher on day 60. It is evident from the analysis of changes in the biochemical properties of soil that dehydrogenases were the most sensitive enzymes, regardless of the soil incubation period (Table 10) . Even a low dose of T + M + S such as 13.442 mg kg −1 DM of soil decreased the activity of this enzyme by over 50 % relative to the control sample. A decrease in the activity of enzymes in excess of 50 % was induced by the dose of 53.768 mg T + M + S in regard to urease on both dates of analysis and catalase on day 60, as well as the dose of 215.072 mg T + M + S with respect to arylsulfatase and β-glucosidase on day 60. The tested substances produced a lasting inhibitory effect on the analyzed enzymes, which persisted and even intensified over time. Acid phosphatase was an exception in that its activity on day 60 of the experiment was less inhibited by the herbicide than on day 30. However, with respect to their sensitivity to the tested preparation, the enz y m e s c a n b e o r d e r e d a s f o l l o w s : Deh > Pac > Ure > Glu > Cat > Pal > Aryl on day 30 and Deh > Cat > Ure > Glu > Aryl > Pac > Pal on day 60. The PCA inclusive of the persistence of the T + M + S mixture in the soil demonstrated some detailed and significant relationships (Fig. 3) . Both after 30 and 60 days of the experiment, the distribution of vectors around the axis representing the first principal component, which described 60.27 % of the total variance of the data, points out that the activity of all the enzymes was negatively correlated with this variable, irrespective of a dose of the herbicide. The PCA results proved that the inhibition of the soil's enzymatic activity was stronger The same letters in the columns indicate homogeneous groups T terbuthylazine, M mesotrione, S S-metolachlor Deh dehydrogenases, Cat catalase, Ure urease, Pac acid phosphatase, Pal alkaline phosphatase, Aryl arylsulfatase, Glu β-glucosidase, T terbuthylazine, M mesotrione, S S-metolachlor on day 60 than on day 30, which was confirmed by the distribution of cases on the plane and their position relative to the vectors.
The growth and development of maize
The key determinant of the phytotoxicity of the mixture of terbuthylazine, mesotrione, and S-metolachlor was the dosage of the herbicide (Fig. 4) . It was demonstrated unquestionably that the above substances, if applied in the manufacturerrecommended dose, did not cause any irregularities in the growth and development of maize. However, when introduced to soil in excessive quantities, they contributed to a dramatic inhibition of the crop's growth. The characteristic symptoms of maize's biological processes being distorted by the stress caused by soil contamination with Lumax 537.5 SE were the deformation of the root system and chlorosis of the leaves. Doses of T + M + S above 53.768 mg kg −1 DM of soil were particularly toxic, having led to the necrosis of maize plants in the BBCH 13 phase.
Discussion
Soil microorganisms
The influence of herbicides on the microbiological and biochemical activity of soil cannot be described by simple relationships because pesticides are often composed of not one but two or three active ingredients. Such preparations are more toxic to the soil microbiome (Tejada 2009) . This is what occurred in our study concerning the herbicide Lumax 537.5 SE, The same letters in the columns indicate homogeneous groups T terbuthylazine, M mesotrione, S S-metolachlor The same letters in the columns indicate homogeneous groups T terbuthylazine, M mesotrione, S S-metolachlor Environ Sci Pollut Res (2017 Res ( ) 24:1910 Res ( -1925 which inhibited the multiplication of oligotrophic, organotrophic, and Azotobacter spp. bacteria as well as actinomycetes and fungi, while stimulating the growth of endospore-forming oligotrophic bacteria. The microorganisms which were distinctly most sensitive to the tested herbicide were Azotobacter spp. bacteria. The sensitivity of these bacteria to pesticides was also reported by Milošević et al. (2004) and Elbashier et al. (2016) . The varied response of microorganisms to tested pollution is associated with their succession (Pérez-Bárcena et al. 2014) induced by the death of sensitive microorganisms and reproduction of more tolerant ones (Crouzet et al. 2010; Kucharski et al. 2016) . Changes in the multiplication of microorganisms in soil polluted with T + M + S which were observed in our experiment may have also been caused by the fact that the active substances of Lumax 537.5 SE undergo chemical and microbiological degradation at different rates and therefore affect the soil microbiome differently. The half-life of these substances varies from a few days to over a month (O'Connell et al. 1998) , and one of them, i.e., metolachlor, is distinguished by its high mobility and solubility. The influence of herbicides containing more than one active substance is bound to be a complex issue. Nonetheless, even the most persistent substances in the soil environment can be metabolized by microorganisms. According to Arbeli and Fuentes (2007) , the highest capability to degrade pesticides, including herbicides, is demonstrated by microorganisms of the genera Arthrobacter, Pseudomonas, Bacillus, Mycoplana, Agrobacterium, Corynebacterium, Flavobacterium, Nocardia, and Trichoderma. The biodegradation of Lumax 537.5 SE is actively participated by the microorganisms specified in Table 11 . The biodegradation of pesticides in the soil environment is most often achieved by a consortium of microorganisms rather than single species (Castillo et al. 2006) . This is the reason why autochthonous bacteria present in natural soil ecosystems play such an important role. The application of the mixture of terbuthylazine, mesotrione, and S-metolachlor contributed to the disturbance of the balance in the soil ecosystem, causing changes not only in the counts of microorganisms but also in the structure of soil-dwelling microbial communities and their diversity. The stability of the soil microbiome in our study was evaluated according to the colony development index (CD) of microorganisms (Sarathchandra et al. 1997 ) and the index of ecophysiological diversity (EP) of microorganisms (De Leij et al. 1993) . Both of these indices are based on the concept of rand K-strategists. These indicators allowed us to make observations of changes in the proportions of rapidly and slowly growing microorganisms because the genetic differences between microorganisms enable them to adjust to changes in the environment and to survive (De Leij et al. 1993; Borowik and Wyszkowska 2016) .
The ecophysiological diversity (EP) index provides more information about the response of microorganisms to the soil contamination with the herbicide Lumax 537.5 SE. Having analyzed the values of this index, we can conclude that organotrophic bacteria and actinomycetes were characterized by the highest diversity. This in turn corresponds to the highest ecophysiological diversity. In our research, an excess amount of the M + T + S mixture significantly depressed the ED index value of fungi, which suggests that sensitive species were supplanted by more tolerant ones.
The various effects of the herbicide on the diversity of microorganisms observed in our experiment are not a unique phenomenon. Similar changes in the diversity of soil microorganisms were noticed by Lone et al. (2014) , who tested soproturon, metribuzin, clodinafop propargyl, atlantis, and sulfosulfuron. Kucharski et al. (2016) , having applied the herbicide Boreal 58 WG to soil, observed an increase in the CD index of organotrophic bacteria, actinomycetes, and fungi compared to their populations in the control soil. Baćmaga et al. (2015) also demonstrated that such active ingredients as diflufenican, mesosulfuron-methyl, and iodosulfuronmethyl-sodium modified values of the colony development (CD) and the ecophysiological diversity (EP) indices of organotrophic bacteria. In turn, a mixture of pethoxamide and terbuthylazine only slightly affected these parameters ).
Soil enzymes
The soil pollution with the mixture of terbuthylazine, mesotrione, and S-metolachlor, by disturbing the metabolic profile of the soil, changed the activity of enzymes which participate in the transformations of carbon, nitrogen, phosphorus, and sulfur. A change in the biochemical properties of soil induced by excessively high doses of Lumax 537.5 SE was manifested by the indices measuring the effect of the herbicide on individual enzymes. The determination of these indices enabled us to state objectively whether the analyzed ecosystem was stable and able to sustain an appropriate balance. The coefficients of the impact of T + M + S mixture on the activity of soil enzymes in nearly all cases, irrespective of the date of soil sampling (the growth phase of maize), had negative values. They therefore pointed up the correlation between the growing disturbance of the soil's homeostasis and the increasing inhibition caused by the tested preparation. Dehydrogenases were demonstrably sensitive to the excess M + T + S mixture, in contrast to alkaline phosphatase and acid phosphatase, which were the most tolerant. Dehydrogenases were also the most sensitive soil enzymes to the herbicide Apyros 75 WG (Kucharski and Wyszkowska 2008) and the mixture of diflufenican, mesosulfuron-methyl, and iodosulfuron-methyl-sodium (Baćmaga et al. 2015) . Similar results were delivered by Lone et al. (2014) , who tested six herbicides (soproturon, metribuzin, clodinafop propargyl, atlantis, and sulfosulfuron) and showed that dehydrogenases were most sensitive to the applied chemicals. In our study, catalase, urease, β-glucosidase, and arylsulfatase responded similarly to dehydrogenases to the tested application of Lumax 537.5 SE and therefore these enzymes can be seen as an additional indicator in an evaluation of soil pollution monitored by the activity of dehydrogenases. Alkaline and acid phosphatase proved to be rather unhelpful in this regard.
Many researchers (Martins et al. 2011; Nikoloff et al. 2013; Bello et al. 2013) share the opinion that a decreased enzymatic activity of soil is the response to a biotic stress induced by soil contamination with herbicides. Other studies as well (Sofo et al. 2012 , Vlădoiu et al. 2015 implicate that herbicides, given certain circumstances, can act as strong inhibitors of enzymes. Tejada (2009) also showed that a mixture of glyphosate and diflufenican had a stronger inhibitory effect on the microbiological activity of soil than each of these substances applied separately. This impact was more evident in loamy sand than in sandy loam. Such observations lead to the conclusion that degradation of individual pesticides is strictly dependent not only on the duration of their presence in soil but also on the physicochemical properties of soil. The soil in our study was a sandy one of pH KCl = 7.00 and carbon content of 7.05 g C kg −1 DM of soil. It was therefore the type of soil which creates very good conditions for the development of soil microbiota. This observation is important in that that some microorganisms were able to use the M + T + S mixture as a source of nutrients, which consequently may have affected the biosynthesis of enzymes via induction or repression of processes. Both pesticides and their metabolites, which often become more toxic than the original substances, can also affect the physiological process of microorganisms, e.g., the lysis of cells or modification of the cell membrane, and this can contribute to changes in the activity of soil enzymes (Floch et al. 2011, Singh and Goshal 2010) . Persistent exposure of a given ecosystem to a variety of stimuli leads to the formation of adequate defense mechanisms, able to sustain an adequate biological equilibrium of soil (Griffiths and Philippot 2013) .
To sum up our discussion on the effect of herbicide on the biological activity of soil, both our results and references (Bello et al. 2013; Kucharski et al. 2016) suggest that herbicides applied according to the guidelines of good agricultural practice either do not alter the enzymatic activity of soils or they cause transient fluctuations in the activity of some enzymes. A dramatic decrease in the enzymatic activity is noted in a soil environment which contains excessive quantities of herbicides.
Growth and development of maize
The microbiological and enzymatic characteristics of soil are a reflection of its fertility, which in turn correlates with the volume and quality of yields. Lumax 537.5 SE has been in use in Poland since 2008. It is one of the most popular herbicides applied in maize fields. The active substances of this preparation did not produce a negative effect on the growth and development of maize when applied in the optimum dose. All the other doses (higher than recommended) were toxic to both weeds and maize. This finding proves that levels of herbicides as well as their side effect on crops and the soil environment should be monitored constantly, especially when weed eradication is intensive.
Our results concerning the impact of the M + T + S mixture on plants correspond to the results obtained by Bettiol et al. (2016) , who assessed the phytotoxic effect of three herbicides (chloroxynil, bromoxynil, and ioxynil) on the germination of seeds and elongation of roots of Leptidium sativum, finding out that ioxynil was the most toxic preparation. Wyszkowska (2002) , who tested trifluarin, the active ingredient of the herbicide Treflan 480 EC, showed the negative effect of this chemical compound on the growth of spring oilseed rape and white mustard. These plants also responded negatively, by producing lower yields, to the excessive amount of the herbicide Triflurotox 250 EC (Wyszkowska and Kucharski 2004) . Kucharski and Wyszkowska (2008) demonstrated an inhibitory effect of Apyros 74 WG on the growth of oat. Baćmaga et al. (2014) reported a negative influence of a mixture of diflufenican, mesosulfuron-methyl, and iodosulfuronmethyl-sodium on spring wheat, while Elbashier et al. (2016) obtained such results testing the effect of Sevin on carrot. Based on our results as well as references (Schmalenberger and Tebbe 2002; Bettiol et al. 2016) , it can be concluded that when excessive amounts of herbicides enter the soil environment they disturb the proper growth and development of crops. The symptoms observed under such conditions include retardation of the growth; delayed flowering; undeveloped leaves; chlorosis; blanching; browning or redding of leaves; their crispation, curling, and wilting; and consequently, the necrosis of plants.
Conclusions
Herbicides can be toxic not only to the weeds that they are intended to eradicate but also to crops. When permeating into soil, herbicides can pose a threat to soil-borne organisms and to plants. This study describes the influence of a mixture of three active substances: terbuthylazine, mesotrione, and Smetolachlor contained in the herbicide Lumax 537.5 SE, on soil microorganisms, soil enzymes, and maize. It was demonstrated that the stress induced by these chemical compounds led to changes in the values of the colony development (CD) indices of organotrophic bacteria, actinomycetes, and fungi and ecophysiological diversity (EP) indices of fungi. Changes in the ecophysiological diversity index of organotrophic bacteria and actinomycetes were small.
A mixture of these chemical compounds was also a strong inhibitor of dehydrogenases, to a less degree urease, β-glucosidase, catalase, and arylsulfatase, and a weak inhibitor of phosphatase. Excessive amounts of the herbicide Lumax 537.5 SE in soil inhibited the growth and development of maize. The results prove unquestionably that the tested herbicide should be applied strictly in line with the application regime, including its dosage. When the application of the herbicide respected the manufacturer's recommendations, the preparation did not cause any larger disturbances in the soil's homeostasis. However, its excessive doses (from 13.442 to 430.144 mg kg −1 DM of soil) proved to be dangerous. The results presented above confirm that a combination of microbiological and biochemical properties with a simultaneous determination of the response of crops enables a complex assessment of the quality of soil exposed to herbicides.
